. Degradation of both Cot1-GFP and Zrt3*-GFP happens in the vacuole lumen. (A) Localization of tet-O7 Cot1-GFP in both WT and pep4Δ strains, before and after Zn 2+ withdrawal from the YNB media. (B) Degradation kinetics for tet-O7 Cot1-GFP in both WT and pep4Δ strains. G6PDH was used as a loading control. Same volume of cells was loaded, with 1 OD 600 cells loaded at 0 h. (C) Localization of Zrt3*-GFP in wildtype and pep4Δ strains, before and after the addition of 2 mM ZnCl 2 in YNB media. Cells were pretreated with YNB without Zn 2+ for 3 h (0 h). (D) Degradation kinetics for Zrt3*-GFP in WT and pep4Δ strains. G6PDH was used as a loading control. 1 OD 600 cells were loaded in each lane. Bar, 1 µm. Figure S2 . ESC RTs, but not the autophagy machinery, are required for the degradation of Zrt3*-GFP. (A) Localization of Zrt3*-GFP in WT and autophagy mutants before and after 2 mM ZnCl 2 treatment in YNB media. Cells were pretreated with YNB media without Zn 2+ for 3 h. (B) Degradation kinetics for Zrt3*-GFP in WT and autophagy mutants. G6PDH was used as a loading control. Same volume of cells was loaded, with 1 OD 600 cells loaded at 0 h. (C) Localization of Zrt3*-GFP in WT and ESC RT mutants before and after 2 mM ZnCl 2 treatment in YNB media. Cells were pretreated with YNB media without Zn 2+ for 3 h. Arrows highlight the aberrant endosomes. (D) Degradation kinetics for Zrt3*-GFP in WT and ESC RT mutants. G6PDH was used as a loading control. Same volume of cells was loaded, with 1 OD 600 cells loaded at 0 h. Bar, 1 µm. Figure S3 . Cot1-GFP and Zrt3*-GFP are poly-ubiquitinated during their degradation. (A) Zn 2+ withdrawal from the YNB media triggered the poly-ubiquitination of Cot1-GFP. (B) Addition of 2 mM ZnCl2 to the YNB media triggered the poly-ubiquitination of Zrt3*-GFP. Cells were pretreated with YNB media without Zn 2+ for 3 h. 
AVT1
No signal Imports large neutral amino acids; related to vesicular GABA-glycine transporters
AVT2
AVT3
Stuck in ER Imports large neutral amino acids; related to vesicular GABA-glycine transporters
AVT4
AVT5
AVT6
No signal Aspartate and glutamate exporter; related to vesicular GABA-glycine transporters
AVT7
Stuck in ER Imports large neutral amino acids; related to vesicular GABA-glycine transporters (Li et al., 2015) . b Not tested because the function is unknown. Table S1 . Yeast strains and plasmids used in this study (Continued) 
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